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Abstract
Handheld chlorophyll meters as Soil Plant Analysis Development (SPAD) have proven to be
useful tools for rapid, no-destructive assessment of chlorophyll and nitrogen status in various
crops. This method is used to diagnose the need of nitrogen fertilization to improve the effi-
ciency of the agricultural system and to minimize nitrogen losses and deficiency. The objec-
tive of this study is to evaluate the effect of repeated conservative agriculture practices on the
SPAD readings, leaves chlorophyll concentration and Nitrogen Nutrition Index (NNI) relation-
ships in durum wheat under Mediterranean conditions. The experimental site is a part of a
long-term-experiment established in 1994 and is still on-going where three tillage manage-
ments and three nitrogen fertilizer treatments were repeated in the same plots every year.
We observed a linear relationship between the SPAD readings performed in the central and
distal portion of the leaf (R2 = 0.96). In fertilized durum wheat, we found all positive exponen-
tial relationships between SPAD readings, chlorophyll leaves concentration (R2 = 0.85) and
NNI (R2 = 0.89). In the unfertilized treatment, the SPAD has a good attitude to estimate
leaves chlorophyll concentration (R2 = 0.74) and NNI (R2 = 0.77) only in crop grow a soil with
relative high content of soil organic matter and nitrogen availability, as observed in the no
tilled plots. The results show that the SPAD can be used for a correct assessment of chloro-
phyll and nitrogen status in durum wheat but also to evaluate indirectly the content of soil
organic matter and nitrogen availability during different growth stages of the crop cycle.
Introduction
The essential goal of world agriculture is to provide sufficient amount of food to satisfy the
nutritional demand of the current population. In the next 31 years, a growth of 2.6 billion peo-
ple is estimated [1]. There is a growing demand for food that needs to be filled [2] while reduc-
ing production costs and pollution.
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Action 2 of the Rural Development Plan (PSR
The reduction of costs and pollution in cultivation systems inevitably goes by the adoption
of conservative agriculture (CA) practices concerning soil management [3] and a better man-
agement of production inputs. In fact, the reduced tillage and even the no-tillage bring benefits
to the environment in terms of reduction of soil erosion, leaching of nitrates, reduction in the
use of agricultural machinery as well as a lower emission of greenhouse gases and fuel costs
[4]. Furthermore, the low soil disturbance, with the addition of crop residues, increases the lev-
els of humidity and nutrients in the horizons of soil explored from the roots, and reduces the
mineralization rate of the organic matter [5].
These issues have been studied in the Mediterranean because winter cereals are the domi-
nant crops [6]. In the Mediterranean area, crop production can be improved with the adoption
of CA techniques [5] and with the application of the right dose of nitrogen (N), through the
site-specific application of fertilizers [7].
N deficiency leads to low shoot biomass and reduces yield, while excessive N causes disease
and a range of environmental issues [8]. Nitrogen use efficiency is a central issue and goal of
applied research in agricultural systems to assess the N uptake by crops and can be used to
apply N fertilizer avoiding pollution from mineral N input [9–11]. Fertilizer applications
should be based on precise estimates of crop N requirements [12].
The Nitrogen Nutrition Index (NNI) was developed in France for diagnosing plant N status
for range of cereals and grasses, and to adjust N fertilization [13–15]. Recent studies on durum
wheat [16] and rice [17–18] confirm important progress in the management of nitrogen fertili-
zation during the growth stages. However, NNI determination requires destructive time-con-
suming measurements of plant N content and crop biomass. Widely used methods for
determining crop nitrogen requirements require substantial time, the use of sophisticated lab-
oratory equipment, and associated costs. Time required for sample collection and analyses
may disallow timely producer response to crop nitrogen deficiencies [19].
To overcome these logistical and economic problems, it is necessary to calibrate the NNI
with other methods [16] as various types of portable diagnostic tools have been developed for
assessing the N status of a crop within the growing season, to provide farmers with decision
support based on different measurements [20]. Plant-sap nitrate concentration, leaf chloro-
phyll content and crop transmittance and reflectance are the most commonly used indicators
on which N fertilizer recommendations are based [21–22].
Since there is a close relationship between chlorophyll and nitrogen in the leaf tissue con-
tent [23], scientific studies are being directed towards chlorophyll meter, a no-destructive and
low-time consuming method [24–25]. Many studies have found a relationship between chloro-
phyll meter readings and leaves chlorophyll concentration in several cereal crops [26–28]. Fur-
thermore, a relationship between the Soil Plant Analysis Development (SPAD) readings and N
crop status [19,25,28–29] has been found to establish robust N diagnostic models based on the
optimal indicators and to assess their ranges of application [30].
However, the identification of appropriate levels of nitrogen fertilization based on the
SPAD readings obtained with the chlorophyll meter is still under study. Furthermore, it has
been shown that those relationships depend on cultivar, cultural practice and environmental
factors [19,26,29,31–32]. To our knowledge there are not information that provide for a com-
parison between conventional vs conservative systems for the parameters listed above.
The aim of this study that represents the preliminary result of the research project "Setting
of a precision farming robotic laboratory for cropping system sustainability and food safety
and security" [33] is to evaluate the effect of CA practices on the SPAD readings, leaves chloro-
phyll concentration and NNI relationship in durum wheat under Mediterranean conditions
for which no data are yet available.
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Materials and methods
Experimental site
The experimental site is located at the “Pasquale Rosati” experimental farm of the Polytechnic
University of Marche in Agugliano, Italy (43˚32’N,13˚22’E, at an altitude of 100 m above sea
level and a slope gradient of 10%), on a silty-clay soil classified as Calcaric Gleyic Cambisols
[34]. The climate of site is Mediterranean, the average rainfall is 838 mm (1998–2018 period)
(Table 1). November is the rainiest month (93 mm) while July the driest month (36 mm). The
average minimum temperature was 11.4˚C while the mean maximum temperature was
20.0˚C.
During the experimental period (November 2017 –October 2018) we observed on average a
similar trend without significant differences in terms of rainfall and temperature (max and
min).
Experimental design and crop management
The experimental site is a part of a long-term-experiment established in 1994 and is still on-
going consisting on a rainfed 2 years rotation with durum wheat (Triticum turgidum L. var.
durum, cv. Grazia, ISEA) in rotation with maize (Zea Mays L., DK440 hybrid Dekalb Mon-
santo, FAO Class 300) [35].
The crop rotation was duplicated in two adjacent fields to allow both crops to be present
each year; in this paper the results observed in durum wheat in 2018 are presented. Within
each field, three tillage (T, main plot, 1500 m2) and three nitrogen fertilizer (N, sub-plot, 500
m2) treatments were repeated in the same plots every year and arranged according to a split
plot experimental design with two replicates.
The conventional tillage (CT), that is representative of the business as usual tillage practice
in the study area, and the reduced tillage (RT) plots were ploughed along the maximum slope
every year by mouldboard (with 2 plows) at the depth of 40 cm or a chisel at a depth of 25 cm
respectively in autumn. The seedbed was prepared with double harrowing before the sowing
date.
The no tillage (NT) soil was left undisturbed except for crop residues, weed chopping, and
total herbicide spraying prior to direct seed drilling.
Soil properties in compared experimental plots are indicated in Table 2. Soil sampling was
made with a Hand Huger (mod. Suelo HA-3) after the sowing, before the first N fertilization.
From each subplot 3 samples were taken for a total of 54 soil samples analyzed.
Table 1. Monthly precipitations and mean minimum (T min) and maximum (T max) air temperatures comparison in the experimental (November 2017 – October
2018) and long-term (November 1998–October 2018) period.
Months November December January February March April May June July August September October Average or Total
Rainfall (mm)
2017–2018 124 96 29 173 143 37 95 48 57 25 19 37 883
Long-term 93 87 54 68 85 70 73 54 36 41 92 84 838
Min air T (˚C)
2017–2018 7.9 4.1 5.2 2.0 5.7 11.8 14.9 17.7 20.5 20.8 16.8 12.2 11.6
Long-term 8.7 4.4 3.2 3.8 6.6 9.7 13.7 17.8 20.2 20.2 16.1 12.9 11.4
Max air T (˚C)
2017–2018 15.7 11.9 12.8 8.3 13.3 21.5 23.7 27.8 30.8 31.0 26.9 21.6 20.4
Long-term 15.3 10.9 9.6 11.0 14.9 18.8 23.5 28.1 30.8 30.7 25.4 20.6 20.0
https://doi.org/10.1371/journal.pone.0225126.t001
Nitrogen and chlorophyll determination in durum wheat: Preliminary results
PLOS ONE | https://doi.org/10.1371/journal.pone.0225126 November 14, 2019 3 / 16
The three nitrogen fertilizer treatments N0 = 0 kg N ha-1, N1 = 90 kg N ha-1 and N2 = 180
kg N ha-1 were distributed in two rates. The N1 treatment was compliant with the agro-envi-
ronmental measures adopted within the rural development plans at local scale. The N2 treat-
ments was the business as usual N rate in the study area at the start of the experiment. The N0
treatment was chosen as a control. Dates (dd/mm/yyyy) of all agronomic practices in the three
soil managements are reported in Table 3.
Measurements
SPAD measurements. In order to avoid Soil Plant Analysis Development (SPAD) read-
ings with strong variations, we have performed the sampling during a fully-sunny day. SPAD
readings were made by using the chlorophyll meter SPAD Minolta 502 (Konica Minolta Sens-
ing 2003, Osaka, Japan). The functioning of the SPAD Minolta 502 is based on production of
light by two silicon photodiodes, with one sensitive to red light (650 nm; peak chlorophyll
absorbance) and the other sensitive to infrared radiation (940 nm; non-chlorophyll absor-
bance). Electrical currents converted from light received by the silicon photodiodes are
received by a microprocessor, which linearizes the signal and calculates a SPAD (unit less)
Table 2. Soil properties (0–20 cm layer) (± dev.st.) in compared experimental plots.
Parameters NT RT CT
Sand (g kg-1) 127 (±21) a 125 (±18) a 120 (±19) a
Silt (g kg-1) 410 (±30) a 388 (±11) a 397 (±19) a
Clay (g kg-1) 463 (±36) a 487 (±10) a 483 (±22) a
Soil organic matter (g kg-1) 25.5 (±5.9) a 17.2 (±1.0) b 12.6 (±0.9) b
Total nitrogen (g kg-1) 1.68 (±0.30) a 1.17 (±0.03) b 0.98 (±0.03) b
NT, no-tillage; RT, reduced tillage; CT, conventional tillage.
a,b values having a common letter are not significantly different at P level = 5%.
https://doi.org/10.1371/journal.pone.0225126.t002
Table 3. Agronomic management practices adopted during the experimental years 2017–2018.
Agro-technique Soil managements Date
Ploughing (40 cm) CT 02/10/2017
Chisel (25 cm) RT 04/10/2017
Weed controla NT 14/11/2017
Harrowing and seed bed preparation CT and RT 20/11/2017
P fertilizationb All 21/11/2017
Sowingc All 21/11/2017
Pest controld All 24/04/2018
N fertilizatione All 29/03/2018
All 30/04/2018
Harvest All 06/07/2018
CT, conventional tillage; RT, reduced tillage; NT, no-tillage;
a Glyphosate dose: 2.25 kg ha-1 of active ingredient;
b 70 kg P2O5 ha
-1
c Seed rate: 220 kg ha-1; Row spacing: 0.17 m;
d Azoxystrobin dose: 0.16 l ha-1; Cyproconazole dose: 0.16 l ha-1
e N source: urea (46%); 50% of N distribution for each date.
https://doi.org/10.1371/journal.pone.0225126.t003
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value according to equation (Eq 1) [36]:
SPAD readings ¼ A� log
Ior
Ir
� �
  log
Iof
if
� �
þ B
� �
ð1Þ
Where:
A = constant;
B = constant;
Ior = current from red detectors with sample in place;
Ir = current from red infrared detectors with sample in place;
Iof = currents from red detectors with no sample;
If = currents from infrared detectors with no sample.
We have randomly selected three test areas for each sub-plot. At each test areas we have
chosen 10 full expanded and intact leaves on which SPAD readings were made. The readings
were taken on the central (SPAD CP) and distal portion (SPAD DP) of the leaves, at the same
time slot, around midday (11:00–13:00 a.m.). Moving from one sub-plot to the next one, we
carefully cleaning the optical sensor with an alcohol solution and we performed the calibration
activity as suggested by the SPAD Minolta 502 instruction manual. The 10 leaves for each test
area, after the SPAD readings, were cut and sealed in a plastic bag, placed in a portable refriger-
ator and transferred to the laboratory where the chlorophyll was analyzed.
Leaves chlorophyll concentration. The concentration of the leaf chlorophyll was per-
formed according with the Arnon’s method [37].
We cut the 10 fully expanded and intact leaves acquired from the previous sampling activi-
ties and we weight it (Eq 2) until we obtained about 0.1 g with a precision balance of α =
0.0001 g. The leaf pigments were extracted in 80% acetone and leaf was pulverized completely
by using the homogenizer (Bio-Gen PRO200) to obtain a completely white foliar tissue. Before
the analysis we centrifuged them for 5 minutes at 7 rpm to separate solid and liquid substance,
and then we added more solution of 80% acetone until we reached a final volume of 25 ml.
The determination of leaves chlorophyll concentration is carried out by using a spectropho-
tometer (Varian Cary 50 Scan UV-visible spectrophotometric): the absorbance’s (A) were
measured at 663 and 645 nm. Total chlorophyll contents of each sample were computed from
the equations described below, using following equation (Eq 2) [37]:
mg total chlorophyll=g tissue ¼ 20; 2� ðA645Þ þ 8; 02� ðA663Þ � V1000�W ð2Þ
Where:
A = absorbance at specific wavelengths
V = final volume of chlorophyll extract
W = fresh weigh of tissue extracted.
Nitrogen crop status determination. Total nitrogen was determined on the epigeal por-
tion of fresh plants by automated combustion analysis Dumas method [38–39] in an oxygen-
enriched atmosphere at a high temperature in order to ensure complete combustion of the
whole sample. The fresh plants sampled were taken on three different test areas at each sub-
plot in a 1 m long-row and oven-dried at 80˚C for 48 h. We have ground to pass a 0.5 mm, and
before we analyzed for total nitrogen, we weighed the dry biomass. Total nitrogen was deter-
mined by using EA 1110 LECO CHNS-0 analyzer (Leco Corporation, St. Joseph, MI).
Starting from the total nitrogen results, the Nitrogen Nutrition Index (NNI) was calculated
by dividing actual nitrogen concentration (Dumas method) by the critical nitrogen concentra-
tion using the wheat dilution curve [14,19]. To calculate the NNI we used the following
Nitrogen and chlorophyll determination in durum wheat: Preliminary results
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equations (Eqs 3 and 4):
NNI ¼
%N
NC
ð3Þ
NC ¼ a� DM
  b ð4Þ
Where:
% N = actual N concentration
Nc = critical N concentration
a = 5.35
DM = dry matter (g)
b = 0.442
All described measurements were performed at tillering stage (Zadoks Scale, ZS22) [40]
(before the 1st N fertilization), stem elongation (ZS35) (between the N fertilizations) and
anthesis (ZS60) (after the 2nd N fertilization) to evaluate crop development in relation to the
nitrogen fertilization. At crop maturity (ZS92) we measured the total biomass yield (g m-2)
expressed on a dry matter content basis using plants sampled on three test areas at each sub-
plot in a 1 m long-row and oven-dried at 105˚C for 48 h. In addition, on the same samples, we
determine the Harvest Index (H.I.) (Eq 5), using a laboratory thresher to separate the grain
from the biomass.
H:I: ðHarvest IndexÞ ¼
Grain yield ðgÞ
Total Biomass ðgÞ
ð5Þ
Statistical analysis
All statistical analysis was performed with the R Statistical software. Before to do any statistical
analysis, we performed a normality test (Shapiro-Wilk W test) to evaluate the data distribution.
When data were normally distributed a one-way ANOVA was applied followed by a Tukey
post-hoc analysis. When data were not normally distributed the Kruskal-Wallis test was used
followed by a post-hoc analysis Dunn (P level = 5%). Regression analysis (P level = 0.1%) was
used to evaluate the relationship between SPAD readings, leaves chlorophyll concentration
and NNI. The coefficient of determination (R2) and relative root mean square errors (RMSE)
were used to evaluate the ability of the SPAD Minolta 502 to estimate the dependent variables.
Results
SPAD readings
The relationship between SPAD readings on the central (SPAD CP) and distal portion (SPAD
DP) of the leaves that we observed is linear, with a coefficient of determination (R2) of 0.96
and a Root Mean Square Error (RMSE) of 2.30 (Fig 1).
On all data, the relationship between SPAD CP and SPAD DP was the following (Eq 6):
SPADCP ¼ 1:0033 � SPADDPþ 0:1566 ð6Þ
As illustrated in Fig 1, the equation underlines that SPAD DP readings were generally lower
than SPAD CP readings.
Nitrogen and chlorophyll determination in durum wheat: Preliminary results
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SPAD readings and leaves chlorophyll concentration
We found a positive and significant exponential relationship between SPAD readings and
leaves chlorophyll concentration for the factorial combinations NTxN0 (R2 = 0.74); no signifi-
cant relationship where found for both factorial combination RTxN0 (R2 = 0.08) and CTxN0
(R2 = 0.05) with, in the latter case, a negative trend (CTxN0: y = 1.6783e-0.007x) (Fig 2).
Fig 1. Relationship between SPAD readings observed on the central (SPAD CP) and distal portion (SPAD DP) in
durum wheat during the season 2017–2018. ���: Significant at P level = 0.1%, RMSE, root mean square error.
https://doi.org/10.1371/journal.pone.0225126.g001
Fig 2. Relationship between leaves chlorophyll a+b concentration (mg/g) and SPAD readings in durum wheat during the season 2017–2018
under unfertilized treatment (N0, unfertilized treatment). NT, no tillage; RT, reduced tillage; CT, conventional tillage. ���: Significant at P
level = 0.1%, RMSE, root mean square error.
https://doi.org/10.1371/journal.pone.0225126.g002
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By considering the SPAD readings and the leaves chlorophyll concentration, we found a
significant difference between the factorial combinations NTxN0 compared to CTxN0. The
factorial combination RTxN0 was not significantly different than CTxN0 for both destructive
methods, while comparing RTxN0 and NTxN0 we have found only a significant difference on
the SPAD readings (Table 4)
We observed positive and significant exponential relationships between the SPAD readings
and leaves chlorophyll concentration under the two fertilized treatments (N1 and N2) regard-
less of soil management with an average R2 values of 0.85 and an average RSME of 0.50
approximately. The value of R2 change between the soil managements taking the two fertilized
treatments individually (Figs 3 and 4).
Table 4. SPAD readings (± dev.st.) and leaves chlorophyll a+b concentration (mg/g) (± dev.st.) observed under unfertilized treatment in the different soil manage-
ments on the season 2017–2018.
Soil management Nitrogen input SPAD readings Chorophyll a+b concentration (mg/g)
NT N0 32.89 (±4.88) a 2.00 (±0.71) a
RT N0 24.30 (±5.29) b 1.72 (±0.33) ab
CT N0 20.90 (±6.05) b 1.47 (±0.27) b
Mean 26.03 (±7.37) 1.73 (±0.52)
NT, no tillage; RT, reduced tillage; CT, conventional tillage; N0, unfertilized treatment.
a,ab,b values having a common letter are not significantly different at P level = 5%.
https://doi.org/10.1371/journal.pone.0225126.t004
Fig 3. Relationship between leaves chlorophyll a+b concentration (mg/g) and SPAD readings in durum wheat during season 2017–
2018 under N1 condition (N1, 90 kg N ha-1). NT, no tillage; RT, reduced tillage; CT, conventional tillage. ���: Significant at P level = 0.1%,
RMSE, root mean square error.
https://doi.org/10.1371/journal.pone.0225126.g003
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By evaluating absolute values of SPAD readings and leaves chlorophyll concentration, we
did not find a significant difference between the soil management under the two fertilized
treatments (Table 5).
SPAD readings, Nitrogen Nutrition Index and total biomass yield
We observed a positive and significant exponential relationship between SPAD readings and
NNI for the factorial combinations NTxN0 (R2 = 0.77); no significant relationship were found
Fig 4. Relationship between leaves chlorophyll a+b concentration (mg/g) and SPAD readings in durum wheat during the season 2017–
2018 under N2 condition (N2, 180 kg N ha-1). NT, no tillage; RT, reduced tillage; CT, conventional tillage. ���: Significant at P
level = 0.1%, RMSE, root mean square error.
https://doi.org/10.1371/journal.pone.0225126.g004
Table 5. SPAD readings (± dev.st.) and leaves chlorophyll a+b concentration (mg/g) (± dev.st.) observed under N1 and N2 fertilized treatments in the different soil
managements on the season 2017–2018.
Soil management Nitrogen input SPAD readings Chorophyll a+b concentration (mg/g)
NT N1 39.45 (±9.62) a 2.38 (±1.00) a
RT N1 39.75 (±9.42) a 2.40 (±0.88) a
CT N1 41.23 (±9.06) a 2.56 (±0.89) a
Mean 40.15 (±9.23) 2.45 (±0.91)
NT N2 43.33 (±10.85) a 2.53 (±1.11) a
RT N2 46.02 (±12.36) a 3.12 (±1.39) a
CT N2 43.58 (±9.99) a 2.89 (±1.35) a
Mean 44.31 (±10.97) 2.85 (±1.29)
NT, no tillage; RT, reduced tillage; CT, conventional tillage; N1, 90 kg N ha-1; N2, 180 kg N ha-1.
a value having a common letter are not significantly different at P level = 5%.
https://doi.org/10.1371/journal.pone.0225126.t005
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for both factorial combination RTxN0 (R2 = 0.01) and CTxN0 (R2 = 0.35) also highlighting a
negative relationship (RTxN0: y = 0.3095e-0.001x; CTxN0; y = 0.4206e-0.021x) (Fig 5).
By analyzing the NNI values, we found a significant difference between the factorial combi-
nations NTxN0 compared to CTxN0 (Table 6). The factorial combination RTxN0 was not sig-
nificantly different from the factorial combination CTxN0 not from the NTxN0. The same
dynamic was observed by analyzing the total biomass yield and the harvest index.
We have found positive and significant exponential relationships between SPAD readings
and NNI under the two fertilized treatments (N1 and N2) regardless of soil management with
an average R2 values of 0.89 and an average RSME of around 0.18. The values of R2 change
between the soils managements when taking the two fertilized treatments individually (Figs 6
and 7).
By evaluating absolute values of SPAD readings and leaves chlorophyll concentration, we
did not find a significant difference between the soil management under the two fertilized
treatments (Table 7). This find is confirmed also by analyzing the total biomass yield and the
harvest index.
Discussions
We observed a significant linear relationship between both SPAD readings (SPAD CP and
DP) of the durum wheat leaves (Fig 1), as reported on Triticum aestivum L. [31]. This result
allows us to simplify and reduce the readings to only one portion of the leaf, and it suggest us
to perform an average between the two different readings, and use the average as a single data.
There is no fixed rule accepted by the scientific community to describe the relationship
between SPAD readings, leaves chlorophyll concentration and NNI in durum wheat
Fig 5. Relationship between Nitrogen Nutrition Index (NNI) and SPAD readings in durum wheat during the season 2017–2018 under
unfertilized treatment (N0, unfertilized treatment). NT, no tillage; RT, reduced tillage; CT, conventional tillage. ���: Significant at P level = 0.1%,
RMSE, root mean square error.
https://doi.org/10.1371/journal.pone.0225126.g005
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[19,29,41–42]. The close relationship between SPAD readings, leaf chlorophyll concentration
and NNI, seem to be similar with the positive exponential relationship observed in winter
wheat (Triticum aestivum L.) [31] or in coffee [43].
Under unfertilized treatment, NT showed a positive and exponential relationship between
SPAD readings, leaves chlorophyll concentration and NNI, whit an R2 value of 0.77. Also,
regarding the total biomass yield and the harvest index, the NT system showed significant
effect compared to CT and RT in the unfertilized treatment as observed by [44] in a meta-anal-
ysis to assess and summarize the effects of NT on crop yields in different eco-regions of China.
This dynamic is probably due to the greater availability of nitrogen (1.68 vs 1.17 vs 0.98 g
kg-1 of total nitrogen respectively in the 0–20 cm soil layer for NT, RT, CT) deriving from the
higher rate of mineralization of soil organic matter presents in the NT system compared to RT
Table 6. Nitrogen Nutrition Index (NNI), total biomass yield and Harvest Index (HI) values observed (± dev.st.) under unfertilized treatment in the different soil
managements on the season 2017–2018.
Soil management Nitrogen input NNI Total biomass yield
(g/m2)
HI
NT N0 0.39 (±0.16) a 686.28 (±42.75) a 0.37 (±0.01) a
RT N0 0.31 (±0.07) ab 452.91 (±64.60) b 0.30 (±0.01) b
CT N0 0.28 (±0.07) b 421.00 (±72.98) b 0.31 (±0.01) b
Mean 0.32 (±0.12) 520.06 (±134.68) 0.32 (±0.03)
NT, no tillage; RT, reduced tillage; CT, conventional tillage; N0, unfertilized treatment.
a,ab,b values having a common letter are not significantly different at P level = 5%.
https://doi.org/10.1371/journal.pone.0225126.t006
Fig 6. Relationship between Nitrogen Nutrition Index (NNI) and SPAD readings in durum wheat during the season 2017–2018 under N1
condition (N1, 90 kg N ha-1). NT, no tillage; RT, reduced tillage; CT, conventional tillage. ���: Significant at P level = 0.1%, RMSE, root mean
square error.
https://doi.org/10.1371/journal.pone.0225126.g006
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and CT (25.5 vs 17.2 vs 12.6 g kg-1 of soil organic matter in the 0–20 cm soil layer respectively)
(Table 2) as a consequence of the repeated no tillage adoption [45–46].
The increased availability of nitrogen that characterized the factorial combination NTxN0
has ensured a higher concentration of chlorophyll in the foliar tissues [36,47], which determine
a greenness increase of the leaf [48–49]. These dynamics confirm the important role that no
tillage plays in the increase of soil organic matter [50–51].
Fig 7. Relationship between Nitrogen Nutrition Index (NNI) and SPAD readings in durum wheat during the season 2017–2018 under N2
condition (N2, 180 kg N ha-1). NT, no tillage; RT, reduced tillage; CT, conventional tillage. ���: Significant at P level = 0.1%, RMSE, root mean
square error.
https://doi.org/10.1371/journal.pone.0225126.g007
Table 7. Nitrogen Nutrition Index (NNI), total biomass yield and Harvest Index (HI) values observed (± dev.st.) under N1 and N2 fertilized treatments in the differ-
ent soil managements on the season 2017–2018.
Soil management Nitrogen input NNI Total biomass yield
(g/m2)
HI
NT N1 0.69 (±0.41) a 959.22 (±61.80) a 0.30 (±0.01) a
RT N1 0.64 (±0.30) a 918.50 (±140.63) a 0.32 (±0.01) a
CT N1 0.59 (±0.30) a 865.81 (±92.02) a 0.31 (±0.01) a
Mean 0.64 (±0.33) 914.51 (±104.78) 0.31 (±0.01)
NT N2 0.83 (±0.48) a 1226.23 (±110.94) a 0.35 (±0.03) a
RT N2 0.97 (±0.52) a 1287.05 (±246.15) a 0.32 (±0.02) a
CT N2 0.80 (±0.45) a 1312.06 (±361.38) a 0.34 (±0.02) a
Mean 0.87 (±0.48) 1275.11 (±247.44) 0.33 (±0.03)
NT, no tillage; RT, reduced tillage; CT, conventional tillage; N1, 90 kg N ha-1; N2, 180 kg N ha-1.
a value having a common letter are not significantly different at P level = 5%.
https://doi.org/10.1371/journal.pone.0225126.t007
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Under unfertilized treatment for RT and CT soil managements, there is no significant rela-
tionship between the SPAD readings and both destructive methods. This is probably due to
the reduced level of soil organic matter [4–5,52–53] that allows a lower nitrogen availability in
the CT and RT systems tillage [48–49].
The positive and significant exponential relationships between SPAD readings, leaves chlo-
rophyll concentration and NNI in both fertilized treatments (N1 and N2) were significant on
each compared soil managements. This confirms that the release of the nitrogen in the soil and
the nitrogen supplied with fertilization are the key drivers for the SPAD accuracy to estimate
the leaves chlorophyll concentration and NNI [31]. For both fertilized treatments (N1 and
N2), as previously observed by [35] and [46], the total biomass yield and the HI didn’t show
any significant difference between both compared soil managements, this confirms that the
effect due to the mineralization of the organic matter that emerged in the NT-N0, is reduced
by the nitrogen fertilization.
The R2 values don’t change much between the soil managements in both fertilized treat-
ments (0.89 on average), this can be explained by the ability to flatten the differences on nitro-
gen availability in the compared soil management due to nitrogen fertilization [54].
Conclusions
The Soil Plant Analysis Development (SPAD Minolta 502) is an excellent instrument to esti-
mate the leaves chlorophyll concentration and Nitrogen Nutrition Index. We have given fur-
ther information to potential users to make these SPAD readings feasible and compatible with
their practices. We showed those readings on the distal (SPAD DP) and central portion (SPAD
CP) are highly, and linear correlated, which would permit the users to restrict their measure-
ments to one portion of the leaves.
From what reported in the literature, SPAD Minolta 502 is able to accurately estimate the
leaves chlorophyll concentration and the nitrogen crop status (NNI) when the nitrogen doses
have been provided to the crop, but also under unfertilized treatment when used for crop
grown on soil with a relative high content of organic matter and nitrogen availability as conse-
quence of continuous NT adoption.
So potential users of the SPAD Minolta 502, in order to be able to make accurate estimates
of the nutritional status of the durum wheat, in addition to the calibration activities for envi-
ronmental factors, cultivars factors and agronomic practices, shall take into account the
endowment of organic matter mineralization and consequently the nitrogen availability.
Supporting information
S1 File. Data base.
(XLSX)
Acknowledgments
We are grateful to all those colleagues and students that contributed to the original design and
conduction of the long-term experiment in these twenty-five years. The professionality and
technical contribution of the engineers and workers of the “Pasquale Rosati” experimental
farm of the Marche Polytechnic University are also gratefully acknowledged. Weather data
were provided by the Marche Agrometeo service (ASSAM) (www.assam.marche.it).
Author Contributions
Conceptualization: Stefano Zenobi, Elisabetta Giorgini, Roberto Orsini.
Nitrogen and chlorophyll determination in durum wheat: Preliminary results
PLOS ONE | https://doi.org/10.1371/journal.pone.0225126 November 14, 2019 13 / 16
Data curation: Marco Fiorentini.
Formal analysis: Danilo Basili.
Investigation: Stefano Zenobi, Carla Conti, Chiara Pro.
Methodology: Roberto Orsini.
Project administration: Roberto Orsini.
Resources: Elga Monaci.
Supervision: Roberto Orsini.
Writing – original draft: Marco Fiorentini, Stefano Zenobi.
Writing – review & editing: Roberto Orsini.
References
1. UN (United Nations) Reports. 2017. World Population Prospects: The 2017 Revision. Working Paper
No. ESA/P/WP.250. Dep. of Economic and Social Affairs, Population Division, New York, USA.
2. Bodirsky BL, Popp A, Lotze-Campen H, Dietrich JP, Rolinski S, Weindl I, et al. Reactive nitrogen
requirements to feed the world in 2050 and potential to mitigate nitrogen pollution. Nature Communica-
tions. 2014; 5: 38–58.
3. Stagnari F, Ramazzotti S, Pisante M. Conservation Agriculture: A Different Approach for Crop Produc-
tion through Sustainable Soil and Water Management: a review. In: Lichtfouse E, ed. Organic Farming,
Pest Control and Remediation of Soil Pollutants. 2009. Dordrecht, NL: Springer, 56–83.
4. Iocola I, Bassu S, Farina R, Antichi D, Basso B, Bindi M, et al. Can conservation tillage mitigate climate
change impacts in Mediterranean cereal systems? A soil organic carbon assessment using long term
experiments. European Journal of Agronomy. 2017; 90: 96–107.
5. Lo´pez-Garrido R, Madejo´n E, Murillo JM, Moreno F. Short and long-term distribution with depth of soil
organic carbon and nutrients under traditional and conservation tillage in a Mediterranean environment
(southwest Spain). Soil Use Manage. 2011; 27: 177–185.
6. Tsialtas JT, Theologidou GS, Karaoglanidis GS. Effects of pyraclostrobin on leaf diseases, leaf physiol-
ogy, yield and quality of durum wheat under Mediterranean conditions. Crop Protection. 2018; 113: 48–
55.
7. Hirel B, Te´tu T, Lea PJ, Dubois F. Improving nitrogen use efficiency in crops for sustainable agriculture.
Sustainability. 2011; 3: 1452–1485.
8. Xie Y, Xiong Z, Xing G, Sun G, Zhu Z. Assessment of nitrogen pollutant sources in surface waters of
Taihu Lake region. Pedosphere. 2007; 17: 200–208.
9. Raun WR, Johnson GV. Improving nitrogen use efficiency for cereal production. Agronomy Journal.
1999; 91: 357–363.
10. Duan Y, Xu M, Wang B, Yang X, Huang S, Gao S. Long-term evaluation of manure application on
maize yield and nitrogen use efficiency in China. Soil Science Society of America Journal. 2011; 75:
15–62.
11. Lassaletta L, Billen G, Grizzetti B, Anglade J, Garnier J. 50 year trends in nitrogen use efficiency of
world cropping systems: the relationship between yield and nitrogen input to cropland. Environmental
Research Letters. 2014; 9: 105011–105020.
12. Samborski S, Tremblay N, Fallon E. Strategies to make use of plant sensors-based diagnostic informa-
tion for nitrogen recommendations. Agronomy Journal. 2009; 101: 800–816.
13. Greenwood DJ, Lemaire G, Gossef P, Cruz A, Draycott A, Neeteson JJ. Decline in percentage N of C3
and C4 crops with increasing plant mass. Annals of Botany. 1990; 66: 425–436.
14. Justes E, Mary B, Meynard JM, Machet JM, Thelier-Huche L. Determination of critical nitrogen dilution
curve for winter wheat crops. Annals of Botany. 1994; 74: 397–407.
15. Justes E, Jeuffroy MH, Mary B. Wheat, barley, and durum wheat. In: Lemaire G, eds. Diagnosis of the
nitrogen status in crops. Berlin, DE: Springer- Verlag; 1997; 73–91.
16. Sadras OV, Lemaire G. Quantifying crop nitrogen status for comparisons of agronomic practices and
genotypes. Field Crop Research. 2014; 164: 54–64.
Nitrogen and chlorophyll determination in durum wheat: Preliminary results
PLOS ONE | https://doi.org/10.1371/journal.pone.0225126 November 14, 2019 14 / 16
17. Busetto L, Casteleyn S, Granell C, Pepe M, Barbieri M, Campos-Taberner M, et al. Downstream Ser-
vices for Rice Crop Monitoring in Europe: From Regional to Local Scale. IEEE IEEE Journal of Selected
Topics in Applied Earth Observations and Remote Sensing. 2017; 10: 5423–5441.
18. Shanyu H, Yuxin M, Qiang C, Yinkun Y, Guangming Z, Weifeng Y, et al. A New Critical Nitrogen Dilution
Curve for Rice Nitrogen Status Diagnosis in Northeast China. Pedosphere. 2018; 28: 814–822.
19. Debaeke P, Justes E. Relationship between the Normalized SPAD Index and the Nitrogen Nutrition
Index: application to durum wheat. Journal of Plant Nutrition. 2006; 29: 75–92.
20. Confalonieri R, Li T, Hasegawa T, Yin X, Zhu Y, Boote K, et al. Uncertainties in predicting rice yield by
current crop models under a wide range of climatic conditions. Global Change Biology. 2015; 21:
1328–1341. https://doi.org/10.1111/gcb.12758 PMID: 25294087
21. Olfs HW, Blankenau K, Brentrup F, Jasper J, Link A, Lammel J. Soil and plant-based nitrogen-fertilizer
recommendations in arable farming. Journal of Plant Nutrition and Soil Science. 2005; 168: 414–431.
22. Samborski S, Kozak M, Azevedo RA. Does nitrogen uptake affect nitrogen uptake efficiency, or vice
versa? Acta Physiology Plant. 2008; 30: 419–420.
23. Evans RJ. Photosynthesis and nitrogen relationships in leaves of C3 plants. Oecologia. 1989; 78: 9–
19. https://doi.org/10.1007/BF00377192 PMID: 28311896
24. Zheng HL, Liu YC, Qin YL, Chen Y, Fan MS. Establishing dynamic thresholds for potato nitrogen status
diagnosis with the SPAD chlorophyll meter. Journal of Integrative Agriculture. 2015; 14: 190–195.
25. Ravier C, Jeuffroy MH, Gate P, Cohan JP. Combining user involvement with innovative design to
develop a radical new method for managing N fertilization. Nutrient Cycling in Agroecosystems. 2017;
110: 117–134.
26. Arregui LM, Quemada M. Drainage and nitrate leaching in a crop rotation under different N-fertilizer
strategies: application of capacitance probes. Plant and Soil. 2006; 288: 57–69.
27. Ali AM, Thind HS, Sharma S, Singh Y. Site-specific nitrogen management in dry direct-seeded rice
using chlorophyll meter and leaf colour chart. Pedosphere. 2015; 25: 72–81.
28. Zhao S, Li K, Zhou W, Qiu S, Huang S, He P. Changes in soil microbial community, enzyme activities
and organic matter fractions under long-term straw return in north-central China. Agriculture, Ecosys-
tems & Environment. 2016; 216: 82–88.
29. Yuan Z, Ul-Karim STA, Cao Q, Lu Z, Cao W, Zhu Y, et al. Indicators for diagnosing nitrogen status of
rice based on chlorophyll meter readings. Field Crop Research. 2016; 185: 12–20.
30. Lin FF, Qiu LF, Deng JS, Shi YY, Chen LS, Wang K. Investigation of SPAD meter-based indices for esti-
mating rice nitrogen status. Computers and Electronics in Agriculture. 2010; 71: 60–65.
31. Prost L, Jeuffroy MH. Replacing the nitrogen nutrition index by the chlorophyll meter to assess wheat N
status. Agronomy for Sustainable Development. 2007; 27: 321–330.
32. Ziadi N, Be´langer G, Claessens A, Lefebvre L, Tremblay N, Cambouris AN, et al. Plant-based diagnos-
tic tools for evaluating wheat nitrogen status. Crop Science. 2010; 50: 2580–2590.
33. Orsini R, Basili D, Belletti M, Bentivoglio D, Bozzi CA, Chiappini S, et al. Setting of a precision farming
robotic laboratory for cropping system sustainability and food safety and security: preliminary results.
IOP Conference Series: Earth and Environmental Science. 2019; 275: 1–8.
34. FAO (Food and Agriculture Organization). World Reference Base for Soil Resources. World Soil
Resources Report 103. 2006. IUSS, ISRIC, FAO. Rome, Italy.
35. Seddaiu G, Iocola I, Orsini R, Iezzi G, Roggero PP. Long-term effects of tillage practices and N fertiliza-
tion in rainfed Mediterranean cropping systems: durum wheat, sunflower and maize grain yield. Euro-
pean Journal Agronomy. 2016; 77: 166–178.
36. Wood CW, Reeves DW, Himelrick DG. Relationships between chlorophyll meter readings and leaf chlo-
rophyll concentration, N status, and crop yield: a review. Proceedings Agronomy Society of New
Zeland. 1993; 23: 1–9.
37. Arnon DJ. Copper enzymes in isolated chloroplasts. Polyphenoloxidase in Beta vulgaris. Plant Physiol-
ogy. 1949; 24: 1–15. https://doi.org/10.1104/pp.24.1.1 PMID: 16654194
38. Dumas A. Annales de Chimie. 1826; 33: 342.
39. Buckee GK. Determination of total nitrogen in Barley, Malt and Beer by Kjeldahl procedures and the
Dumas combustion method. Journal of Inorganic Biochemistry. 1994; 100: 57–64.
40. Zadoks JC, Chang TT, Konzak CF. A decimal code for the growth stages of cereals. Weed Research.
1974; 14: 415–421.
41. Abdelhamid MT, Horiuchi T, Oba S. Composting of rice straw with oilseed rape cake and poultry
manure and its effects on faba bean (Vicia faba L.) growth and soil properties. Bioresource Technology.
2003; 93: 183–189.
Nitrogen and chlorophyll determination in durum wheat: Preliminary results
PLOS ONE | https://doi.org/10.1371/journal.pone.0225126 November 14, 2019 15 / 16
42. Uddling J, Gelang-Alfredsson J, Piikki K, Pleijel H. Evaluating the relationship between leaf chlorophyll
concentration and SPAD chlorophyll meter readings. Photosynthesis Research. 2007; 91: 37–46.
https://doi.org/10.1007/s11120-006-9077-5 PMID: 17342446
43. Netto AT, Campostrini E, Oliveira JG, Bressan-Smith RE. Photosynthetic pigments, nitrogen, chloro-
phyll a fluorescence and SPAD readings in coffee leaves. Scientia Horticulturae. 2005; 104: 199–209.
44. Zhao X, Liu SL, Pu C, Zhang XQ, Xue JF, Ren YX, et al. Crop yields under no-till farming in China: A
meta-analysis. European Journal of Agronomy. 2017, 84: 67–75.
45. Farina R, Seddaiu G, Orsini R, Stieglich E, Roggero PP, Francaviglia R. Soil carbon dynamics and crop
productivity as influenced by climate change in a rainfed cereal system under contrasting tillage using
EPIC. Soil & Tillage Research. 2011; 112: 36–46.
46. De Sanctis G, Roggero PP, Seddaiu G, Orsini R, Porter CH, Jones JW. Long-term no tillage increased
soil organic carbon content of rain-fed cereal systems in a Mediterranean area. European Journal of
Agronomy. 2012; 40: 18–27.
47. Richardson AD, Duigan SP, Berlyn GP. An evaluation of non-invasive methods to estimate foliar chloro-
phyll content. New Phytologist. 2002; 153: 185–194.
48. Li HW, Gao HW, Wu HD, Li WY, Wang XY, He J. Effects of 15 years of conservation tillage on soil struc-
ture and productivity of wheat cultivation in northern China. Australian Journal of Soil Research. 2007;
45: 344–350.
49. Heyneke E, Watanabe M, Erban A, Duan G, Buchner P, Walther D, et al. Characterization of the Wheat
Leaf Metabolome during Grain Filling and under Varied N-Supply. Frontiers in Plant Science. 2017; 8:
20–48. https://doi.org/10.3389/fpls.2017.00020
50. Moussa-Machraoui SB, Errouissi F, Ben-Hammouda M, Nouira S. Comparative effects of conventional
and no-tillage management on some soil properties under Mediterranean semi-arid conditions in north-
western Tunisia. Soil & Tillage Research. 2010; 106: 247–253.
51. Jemai I, Ben Aissa N, Ben Guirat S, Ben-Hammouda M, Gallali T. Impact of three and seven years of
no-tillage on the soil water storage, in the plant root zone, under a dry sub-humid Tunisian climate. Soil
& Tillage Research. 2013; 126: 26–33.
52. Paudel KP, Lohr L, Cabrera M. Residue management systems and their implications for production effi-
ciency. Renewable Agriculture and Food Systems. 2006; 21: 124−133.
53. McGinnis L. Show me the money: Why economics is essential for sustainable agriculture. Agricultural
Research. 2007; 55: 8–11.
54. Lo´pez-Bellido L, Muñoz-Romero V, Lo´pez-Bellido RJ. Nitrate accumulation in the soil profile Long-term
effects of tillage, rotation and N rate in a Mediterranean Vertisol. Soil and Tillage Research. 2013; 130:
18–23.
Nitrogen and chlorophyll determination in durum wheat: Preliminary results
PLOS ONE | https://doi.org/10.1371/journal.pone.0225126 November 14, 2019 16 / 16
